Materials and Reagents
5. Next, add 45 ml of DPBS to the lysed cells to balance the osmotic pressure.
6. Spin cells down again, count cells by hemocytometer, and adjust them to a concentration of 5 x 10 5 cells/ml in BMM medium. Seed 10 ml cells in each 10-cm tissue culture dish. Expect to yield 1 x 10 8 of bone marrow cells from three mice.
7. Culture the cells for 3 days in CO2 incubator at 37 °C. Then change for fresh BMM medium and culture for another 4 days (10 ml/dish).
8. The macrophages are now ready for functional assay.
9. Place the dishes in a sterile tissue culture hood, and wash the dishes twice with 5 ml cold DPBS.
10. Add 2 ml 5 mM-EDTA (room temperature) to each dish and wait around 5 min to detach the cells. 2. On the next morning, dilute 100 μl overnight culture into 10 ml new TSB. The approximate OD600 is around 0.1. Shake the bacteria approximately 2 hours until OD600 reach around 0.8 (37 °C, 225 rpm). OD600 of 1.0 is approximately 1.5 x 10 9 CFU/ml.
3. Spin down the bacteria (4 °C, 3,000 rpm, 10 min) and wash twice with 50 ml cold DPBS. 3. Incubate the bacteria for 15 min in darkness (room temperature).
4. Wash twice with 50 ml cold DPBS (4 °C, 3,000 rpm, 10 min).
5. Re-suspend the bacteria in BMM medium at the concentration of 2 x 10 7 /ml. The bacteria are ready for assay. Use them right away.
D. Macrophage phagocytosis assay
One day before the assay, seed 2 x 10 6 BMDMs into single wells in a 6-well plate. Apply the multiplicity of infection (MOI) 10 for S. aureus infection.
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